These reagents were dissolved in 500 ml of deionized water and the pH was adjusted to 8.8 with 1N HCl. The final volume was made to 1000 ml with deionized water. The solution was kept at 4 0 C.
Stacking solution (pH 6.8) Tris base 30.3 g SDS 2 g
These were dissolved in 200 ml of deionized water and the pH was adjusted to 6.8 with 1N HCl. The final volume was made to 500 ml with deionized water.
10% Sodium Dodaceyl Sulphate (SDS) solution SDS 10 g It was dissolved in 80 ml and the volume was made to 100 ml with deionized water. It was stored at 4 0 C. Dissolve and make-up the volume up to 1000ml and autoclave it.
x Electrophoresis buffer
Stock C NaHCO3
2.25gm
Dissolve and make-up the volume up to 1000ml and autoclave it. 
RM-1 cell line and development of tumor in mice
RM-1 cells (436) were kindly gifted by Dr Timothy R Thompson (Baylor College of Medicine, Texas, USA). These cells were maintained in Ham's F12K complete medium supplemented with 10% FCS and antibiotics. 2x10 5 cells were transferred subcutaneously into C57BL/6 or other gene-deficient mice of C57BL/6 background as indicated. Unless otherwise mentioned, the mice were sacrificed three weeks after RM-1 cell injection; the tumor growth and T cell functions were assessed. All the experiments were performed according to the animal use protocols approved by the Institutional Animal Care and Use Committee following the Guidelines framed by CPCSEA, a
Central Authority that regulates animal experimentation.
Dendritic cell generation.
Dendritic cells were cultured from bone marrow progenitor cells using a modified protocol of a previously described method (437). In brief, bone marrow cells were harvested from femurs and tibias. The cells were then fractionated on Ficoll-Hypaque and the interface cells were depleted of B cells and T cells. Washed bone marrow cells were prepared in DC culture medium (RPMI-1640 medium, 10% FCS, 100U/ml penicillin, 100ug/ml streptomycin, 50µM 2-mercapto ethanol, 20ng/ml GM-CSF and 10 ng/ml IL-4) at a density of 1x10 6 cells/ml, and then plated in 24 well plates at 1ml/well.
Culture medium was replaced with fresh medium every 3 days. At day 6, dislodged cells were used as bone marrow derived dendritic cells.
Tumor antigen pulsing of dendritic cells and immunization
Bone marrow derived DCs were pulsed with irradiated tumor cells (10,000 rad) at a ratio of 3:1 for 12hrs, later on the dendritic cells were harvested and washed extensively with sterile PBS and used for in vivo priming. For prophylactic experiments, mice were immunized subcutaneously, thrice at 7 days interval with 3x10 6 dendritic cells. In some experiments, mice were injected intraperitoneally with anti-IL-10 neutralizing antibody together with subcutaneous injections of tumor antigen-pulsed dendritic cells. One week after the last immunization, mice were challenged with live tumor cells 2x10 5 subcutaneously. For therapeutic experiments, mice were first injected with 2x10 5 RM1 cells. After tumor challenge the mice received three subcutaneous injections of tumor antigen pulsed dendritic cells (2x10 6 ) at 5 days interval. Animals were followed for survival, and sacrificed before the control animals dying of increased tumor burden. Tumor weight has been taken from the tumor samples were collected from every individual animal.
Tumor models and antibody treatment 
Preparation of RM-1 cell antigen
The antigens were prepared by rapid freeze-thaw cycles for seven cycles, followed by sonication and clarification by microfuging. The protein content was assayed by the BCA protein assay kit (Pierce, Rockford, Illinois).
Tumor antigen specific T cell proliferation and IFN-γ production
The collected spleen from control and DC-immunized mice were used for preparing single cell suspension of splenocytes by homogenizing spleens between frosted glass slides (Fisher Scientific) and removing RBC with buffered ammonium chloride lysis buffer. T cells were purified as described above. The T cells were cultured in 96 well plates for 3 days at 2x10 5 cells/well with RM-1 antigens with irradiated splenocytes as the antigen-presenting cells. In the last 16h, cells were pulsed with 1µCi
of [ 3 H] methyl thymidine (BRIT-Mumbai, India). Cells were then harvested onto a membrane filter using a filter-mate harvester (Packard Instruments) and incorporation of 3 H-thymidine was used as a measure of DNA synthesis using liquid scintillation counter (Packard Instruments). Assays were performed in quadruplicate.
Supernatants from parallel cultures were harvested 48h after the initiation of the cultures. IFN-γ in the supernatants were assayed by IFN-γ ELISA kits (BD-PharMingen)
following the manufacturer's instructions. 
Adoptive T cell Transfer Experiment

Cytotoxic T cell Assay
For CTL assay, splenocytes were plated at 1.5x 10 7 cells/well in 6 well dishes with 1.5x 10 6 irradiated RM1 cells. After 5 days of co-culture, viable CD8 + T cells were isolated and plated against thymidine incorporated target cells (RM1) and tested for their cytolytic activity in a standard 4h JAM test (438). In some experiments the isolated CD8+T cells from the low and high dose of anit-CD40 monoclonal antibody treated animals were mixed with indicated ratio and then plated against 3 H-thymidine loaded target cells (RM1) and tested for their cytolytic activity in a standard 4h JAM test.
Cytokine ELISA
Cytokine levels in culture supernatants were detected by a standard two-site sandwich ELISA for cytokines as described in the BD PharMingen (San Diego, CA) manual. In brief, ELISA plates were coated with 50ml of anti-mouse cytokine monoclonal antibody in 0.1M NaHPO4 (pH9.0) overnight at 4°c. Plates were washed three times with wash buffer (PBS, 0.05%Tween 20) and blocked with 200µl of blocking buffer (PBS, 1%BSA, .05%Tween 20 and 0.05%NaN3) for 1h at room temperature. Plates were washed with three times with wash buffer before adding 100µl of murine recombinant cytokine standard (BD PharMingen) or culture supernatants in binding buffer (PBS, 1%BSA, 0.05%Tween 20) before incubating at overnight at 4°C. Plates were washed four times with wash buffer before adding 100ml of biotin-conjugated, antimouse cytokine mAb for 1h at room temperature, then washed four times with wash buffer before addition of 100µl of POD conjugated Streptavidin, and incubated for 45 minutes at room temperature. Plates were then washed six times, after which 100µl of TMB substrate (BD PharMingen) was added to each well and allowed to develop for 10 minutes at room temperature before stopping the reaction with the addition of 50ml of 1N H2SO4 in double distilled H2O. Absorbance at 450nm was measured using a automated micro plate absorbance reader (Bio-Tec Instruments Inc).
Tumor reactive antibody ELISA
To detect tumor reactive Immunoglobulin, 96-well Nunc maxisorb micro-titer plates were coated overnight with tumor lysate protein (10µg/ml) at 4°C. The plates were blocked with 1%BSA in PBS for 2h at room temperature and the collected sera from the naïve and tumor bearing animals were added at different dilutions, as indicated, prepared in binding buffer, for overnight at 4°C. Plates were washed four times with wash buffer and bound antibodies were detected using biotin-conjugated goat anti-mouse IgG1, IgG2A, IgM (All biotin conjugated antibodies were from BD-PharMingen).
Flowcytometry for surface markers. each. Blots were then incubated with primary antibody for 3 hrs at room temperature and washed thrice. Blots were then incubated with secondary antibody conjugated to HRP for 45 min -1hr. after final washings the immuno-reactive bands were visualized by the ECL system. For sequential detection, membranes were stripped and re-probed with dephospho-antibody.
Reverse Transcriptase -Polymerase Chain Reaction (RT-PCR). 
Statistical analyses.
In vitro cultures were set in triplicates and the in vivo experiments had a minimum of five mice per treatment group. Comparison between the groups was evaluated by One Way Analysis of Variance (ANOVA). The test was run with option of ≥ 95%
Confidence Interval (CI). A p value ≤0.05was considered significant. Significance of difference between the means was deduced by Students t-test. All these were done using Sigma Plot and Sigma Stat softwares.
